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Appendix n. Protocol of avidin-HABA l2A4.hydroxyphenylazo) benzoic acid] displacement 
assay for biotin and dethiobiotin. „ — 



Reagents and Solutions: 

Buffer: 0.1 M NaP04, pH 7.0. 

Avidin: From Sigma (Cat # A-9275). Dissolved at 5 mg/ml in Buffer. 

HAB A; From Aldrich (Cat # 14^2). Dissolved at 0375 M in water + 

1 eq. NaOH. 



Prepare Mix: 

Avidin 
HABA 
Buffer 



20 samples 50 samples 

1 ml 25 ml 

0.08 ml 0.2 ml 

38.9 ml 973 ml 



Assay: 

Zero spectrophotometer; 

Add 2 ml of Buffer to disposable 5 ml cuvette; record ODsoo- 

To read sample: 

Place disposable 5 ml cuvette in spectrophotometer. 

Add 2 ml of Mix; stir; record OD50O. 

Add sample in 0.1 ml volimie; stir; record ODsoO- 

Standards: 

Use 0.1 ml DTB at 2 mg/ml to 14 mg/ml as samples. 
Use 0.1 ml Buffer as "zero" point. 

Calculations: 

Calculate AOD50O "unus AOD50O- 

Plot standards and use curve to determine HABA vitamers from samples. 

Notes: 1 . Useful range is 2 to 14 mg/1 of biotin + dethiobiotin. 

2. Add mix to cuvette, read ODSOO, and then add sample and mix without 
removing cuvette from the spectrophotometer. 

3. Best results are obtained when a constant volume is used with a set of samples 
and standards. Use Buffer to bring all samples to the same volume. 



